Figure S-1: Capture efficiency calculation As described in Materials & Methods, capture efficiency is calculated by comparing the area under the curve of each ladder peak immediately before and after washout using Gaussian fits. (A) Overlaid image intensity plots before and after washout. (B) Gaussian fits to image intensity plots before and after washout utilizing built in MATLAB least squares fit algorithm. (C) Tables with the Gaussian fit area under the curve for each ladder protein in relative fluorescence units.
Figure S-2: Slab gel Western blot A 10%T
Tris tricine slab gel WB was run to validate the µWestern blot data. Three conditions were run on the slab gel WB: (1) PSA alone (300nM), (2) AF488 µWestern ladder alone (OVA, CRP, and AP) and (3) PSA (300nM) + µWestern ladder (same sample used in µWestern). The fluorescent signal from the 6.5kDa AP is not visible on the PVDF membrane. From these results we observe no non-specific interaction between the antiPSA and the µWestern ladder markers as evidenced by no antiPSA probe signal seen in the lane without PSA and by similar signal profile in the two lanes with PSA and with and without the µWestern ladder. We observe that the polyclonal antiPSA recognizes a number of different PSA cleavage isoforms smaller than the primary peak as well as producing a PSA signal at a larger MW than the primary isoform. The greater separation resolution on the slab gel allows these smaller MW cleavage forms to be resolved as multiple peaks on the slab gel, whereas this presents as a single peak on the µWestern due to the shorter separation distance (2mm vs. 8cm). The µWestern probe results from Figure 3A are shown below for comparison. The traditional Western blot was run using a 10%T Tris tricine discontinuous buffer SDS-PAGE system following the standard protocol of the Life Technologies XCell II Mini Cell with an unlabeled antiPSA polyclonal (same as µWestern, Fisher Scientific AF1344) and HRP anti-Goat secondary with chemiluminescent substrate for detection.
